INTRODUCTION
This protocol describes a method for concentrating gel bands or spots excised from 1D or 2D acrylamide gels. Several replicate protein bands (or spots) are often required to provide sufficient material for sequencing. In these situations, it is necessary to excise several stained protein bands or spots from the gels and pre-concentrate them prior to electroblotting for amino-terminal sequencing or internal sequence analysis following in-gel proteolytic (or chemical) fragmentation. In the method described below, concentration is done by re-electrophoresis of the gel pieces in a simple SDS-PAGE gel poured in a single conventional glass Pasteur pipette.
MATERIALS Reagents
Acrylamide mix (30%) Agarose (5% [w/v] 2. Wash the rehydrated gel spots with 9 ml of H 2 O five times for ~5 minutes per wash.
3. Discard the H 2 O from the final wash, and replace it with enough protein concentration gel equilibration buffer to cover the gel pieces. Equilibrate the gel spots for at least 1 hour at room temperature.
4. Dip the tip of a Pasteur pipette into a solution of melted 5% agarose, and hold the pipette for a short while until the agarose solidifies. Pipette the 5% stacking gel mixture into the Pasteur pipette to cast the concentrating gel.
5. Insert the pipettes into the Protean II xi 2-D cell with a tube gel adaptor. Layer 0.5 ml of H 2 O on top of each gel.
6. Allow the gels to polymerize (for gel details, see Fig. 1 ). Remove the H 2 O from the top of the pipette, and load the equilibrated gel spots and equilibration buffer (from Step 3) into the pipette (see Fig. 1 ). The maximum total volume of combined gel pieces and equilibration buffer is 0.5 ml.
Fill the remaining volume of the pipette with 1X Laemmli electrophoresis running buffer.
7. Perform electrophoresis in the Protean II xi 2-D cell at 250 V at room temperature until the dye reaches the end of the pipette.
8. Stop the electrophoresis. Use a 2-ml syringe to remove the concentrating gel from the pipette by applying gentle pressure from the bottom of the pipette.
9. Transfer the concentrating gel into a 50-ml tube filled with 30 ml of Coomassie Blue/methanol solution. Stain the gel for 10-20 minutes at room temperature. The pH of the buffer should be 8.3 and no pH adjustment is required. Store the running buffer at room temperature and dilute to 1X before use.
Recipe Acrylamide mix (30%)
Acrylamide
N,N'-methylene-bisacrylamide
To prepare the 30% acrylamide mix, combine 30% (w/v) acrylamide and 1.0% N,N'-methylenebisacrylamide in H 2 O. The final mixture is 30%T and 3.3%C.
Recipe
Coomassie Blue/methanol solution 
Recipe Stacking gel (5%)
To prepare 5% stacking gel mixture, combine in the following order:
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